(range 10-90%).
Introduction
DNAs were isolated from stained slides of bone marrow smears derived from each patient, as previously described.
13
Microsatellites are short repeat nucleotide sequences interIn some patients, DNAs were extracted from bone marrow spersed throughout the human genome. 1 These repetitive dimononuclear cells. Cells were stripped off slides with dispostri-and tetranucleotides are located about once every 40 kb able scalpels, washed twice with xylene, washed twice with of DNA between genes. Microsatellite instability (MSI), repabsolute ethanol, and were lysed with 50 mM Tris-HCL (pH resenting mutations of these short-tandem repeat sequences, 8.5), 1 mm EDTA, 0.5% Tween 20 and proteinase K in a final was initially reported in hereditary nonpolyposis colorectal concentration of 100 g/ml at 37°C overnight, extracted twice cancer.
2 MSI appears to reflect multiple replication errors with phenol and once with chloroform, and precipitated in because of defective mismatch repair genes, including ethanol. The DNA pellets were dissolved in 10-40 l of TE hMSH, 2,3 hMLH1, 4 ,5 PMS1 and PMS2. MSI has been reported (10 mM Tris-HCl pH 7.4, 1 mM EDTA). in sporadic colorectal carcinoma, gastric carcinoma, endometrial carcinoma, as well as non-small cell and small cell lung carcinoma. [6] [7] [8] [9] [10] Microsatellite instability Chronic myelocytic leukemia (CML) is a hematologic neoplasm of pluripotent stem cells. The progression from chronic We examined the extracted DNA for genetic alterations at 10 phase to blast crisis in CML patients is a common clinical separate loci containing nucleotide repeat sequences. The loci feature and results in a more malignant status. Alterations of and chromosomal locations (in parentheses) were: Mfd27 chromosome 17 and rearrangements of the p53 gene have (D5S107, 5q), APC (5q), LPL (8p), D11S904 (11p), 635/636 been reported to occur during this process. Recently, a high (15q), D15S165 (15p), Mfd41 (D17S261, 17p), TP53 (17p), frequency (53%) of MSI was reported in the DNA of blast DCC (18q) and D18S58 (18q). Most of the markers were crisis leukemic cells from patients with CML, and it was conselected from those that displayed MSI in colon carcinoma, cluded that the development of MSI was a late genetic event gastric carcinoma and CML. 6, 7, 11, 14 Polymerase chain reaction in the evolution of CML to blastic crisis. 11 This loss of fidelity (PCR) and gel electrophoresis were performed using a modiin replication and repair mechanism may indeed contribute fication of a previously described method. 15 Specifically, the to the progression to a more malignant disease. However, a PCR mixture contained 100 ng of DNA, 0.25 pmol/ml of each more recent study using variable number of tandem repeat of the primers, 250 pmol/ml of each of the four deoxyribonu-(VNTR) showed that instability is infrequent in the developcleotide triphosphates (Pharmacia, Stockholm, Sweden), 0.05 ment of CML to blast crisis. 12 To test the incidence of instaunits/ml of Taq polymerase (Boehringer-Mannheim, Indianability in the development of CML, we studied MSI at 10 loci polis, IN, USA), 3 Ci of ␣-32 P dCTP (ICN, Irvin, CA, USA) in in 17 matched pairs of CML progressing to blast crisis. 20 l of the manufacturer's specified buffer with 1.5 mmol/l MgCl 2 . Thirty-five cycles of denaturing for 40 s at 94°C, annealing for 30 s at 55°C, and extending for 35 s at 72°C were performed in a Programmable Thermal Controller (MJ Research, Water Town, MA, USA). After amplification, PCR samples were diluted 10-fold in the loading buffer containing detect MSI, and found frequent MSI at Mfd41 and DCC loci. We also used these markers. However, no MSI was detected at these markers. Thus, the absence of MSI in blast crisis of CML is unlikely to be due to either not examining the appropriate microsatellites or not examining enough sites. As previously suggested, 12 the difference of incidence in MSI between these studies is partly due to interpretation of MSI.
Our previous report showed that the incidence of MSI was extremely low during the transformation of MDS to AML. 14 MSI may be infrequent in hematologic neoplasms in comparison with solid tumors such as colon and gastric carcinomas.
